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Abstract
This study examines the downstream NO release pathway and the contribution of different vasodilator mediators in
the acetylcholine-induced response in rat aorta 5-months after the loss of ovarian function. Aortic segments from
ovariectomized and control female Sprague-Dawley rats were used to measure: the levels of superoxide anion, the
superoxide dismutases (SODs) activity, the cGMP formation, the cGMP-dependent protein kinase (PKG) activity and
the involvement of NO, cGMP, hydrogen peroxide and hyperpolarizing mechanisms in the ACh-induced relaxation.
The results showed that ovariectomy did not alter ACh-induced relaxation; incubation with L-NAME, a NO synthase
inhibitor, decreased the ACh-induced response to a lesser extent in aorta from ovariectomized than from control rats,
while ODQ, a guanylate cyclase inhibitor, decreased that response to a similar extent; the blockade of
hyperpolarizing mechanisms, by precontracting arteries with KCl, decreased the ACh-induced response to a greater
extent in aortas from ovariectomized than those from control rats; catalase, that decomposes hydrogen peroxide,
decreased the ACh-induced response only in aorta from ovariectomized rats. In addition, ovariectomy increased
superoxide anion levels and SODs activity, decreased cGMP formation and increased PKG activity. Despite the
increased superoxide anion and decreased cGMP in aorta from ovariectomized rats, ACh-induced relaxation is
maintained by the existence of hyperpolarizing mechanisms in which hydrogen peroxide participates. The greater
contribution of hydrogen peroxide in ACh-induced relaxation is due to increased SOD activity, in an attempt to
compensate for increased superoxide anion formation. Increased PKG activity could represent a redundant
mechanism to ensure vasodilator function in the aorta of ovariectomized rats.
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Introduction
Vascular endothelium plays a critical role regulating vascular
tone by releasing relaxing and contracting factors [1]; among
these factors, nitric oxide (NO) is of singular relevance [2]. One
of the major downstream events occurring after NO release is
an increase in cGMP formation through soluble guanylate
cyclase stimulation, subsequent activation of cGMP-dependent
protein kinase (PKG) [3] which reduces the intracellular calcium
concentration through a wide spectrum of PKG substrates,
leading to vasodilation [4,5]. Concerning NO, it is important to
take into account that vascular functionality of endothelial NO
depends on its bioavailability, which is determined by the rate
of NO production and by the rate it is scavenged by superoxide
anions. Therefore, the elimination of superoxide anions from
the vessel wall by superoxide dismutases (SODs) is an
essential function [6]. It is well understood that alterations in
any step of the NO pathway determines its effect on the
vascular tone.
In addition to the activation of the cGMP-PKG pathway, NO
may stimulate vascular hyperpolarization [7]. Hyperpolarizing
factors/mechanisms are also important regulators of the
membrane potential and hence of vessel tone [2]. The release
of an endothelium derived hyperpolarizing factor (EDHF) has
been proposed and, although the nature of EDHF remains to
be defined, different studies have suggested that
hyperpolarization may result from endothelial release of
different substances [8-10]. Thus, hyperpolarization induced by
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NO [7], cGMP [11], superoxide anion [12] and other reactive
oxygen species [13] has been reported.
Clinical studies have shown the important role of
endogenous sex hormones in the control of cardiovascular
function in men [14] and women [15-17]. Therefore, our work
has been focused on trying to elucidate the alterations in
different cell signalling pathways that take place when the
ovarian function is lost [18,19] instead of studying direct
vascular effects of specific sex hormones. We have previously
demonstrated that the loss of ovarian function increases the
production of prostanoids derived from cyclooxygenase-2
(COX-2), while it does not modify the release of nitric oxide
(NO) [19]. Additionally, we already suggested that
complementary cell signalling pathways, such as the NO-
cGMP pathway, could be working simultaneously to maintain
the vasodilatory effect of acetylcholine (ACh).
Although modulatory actions of several female sex hormones
on NO, cGMP formation [20-22] and hyperpolarizing
mechanisms [12] have been reported, there is no information
about changes induced by the loss of ovarian function,
especially for prolonged periods after ovariectomy. In view of
these data, the objective was to analyze how the loss of
ovarian function influences the balance between formation/
degradation of superoxide anion and the pathway downstream
NO release, specifically cGMP formation and PKG activity. The
contribution of NO, cGMP and hyperpolarizing mechanisms in
the vasodilator response induced by acetylcholine (ACh) was
also studied.
Materials and Methods
Animal housing and protocols
Female Sprague-Dawley rats (6 months old) were divided
into two groups: control (in oestrus phase) and ovariectomized
rats. All animals were housed in the Animal Facility of the
Universidad Autónoma de Madrid (Registration number
EX-021U) according to directives 609/86 CEE and R.D. 233/88
of the Ministerio de Agricultura, Pesca y Alimentación of Spain.
Bilateral ovariectomy was induced at 4 weeks of age under
anesthesia by isoflurane inhalation. The adequacy of
anesthesia was tested by observing regular respiratory rhythm
and absence of retraction reflex in hind-legs after mechanical
stimulation. Rats were treated with 0.30 mg/Kg SC meloxicam
(Metacam 5mg/ml; Boehringer-Ingelheim) immediately after
surgery and with 50 mg/Kg ibuprofen, orally administered for 4
days. Systolic blood pressure was indirectly measured in
awake animals by the tail-cuff method [19] using a Letica,
Digital Pressure Meter LE5000 (Barcelona, Spain). The body
weight was obtained on the day of the experiment, before
animals were sacrificed. Since the plasma level of sex
hormones varies along the day, the time at which the oestrus
stage was determined (by microscopic evaluation of a vaginal
smear taken before the animals were sacrificed) was also the
same. Rats were sacrificed 5 months after surgery by CO2
inhalation; the thoracic aorta was carefully dissected out,
cleaned of connective tissue, cut into 4 mm long segments and
placed in Krebs-Henseleit solution (KHS) at 4 °C containing, in
mmol/L: NaCl 115, CaCl2 2.5, KCl 4.6, KH2PO4 1.2, MgSO4 1.2,
NaHCO3 25, glucose 11.1, Na2 EDTA 0.03. The uterus was
trimmed and weighed after excess of connective tissue was
eliminated, to confirm the effectiveness of ovariectomy. The
investigation conforms to the Guide for the Care and Use of
Laboratory Animals published by the USA National Institutes of
Health (NIH publication No. 85.23 revised 1985). This study
was also approved by the Ethical Committee of the Universidad
Autónoma of Madrid.
Detection of superoxide anion
Hydroethidine (HE), an oxidative fluorescent dye, was used
to evaluate superoxide anion levels in situ, as previously
described [23]. Briefly, aortic rings from control or
ovariectomized rats were cryoprotected with 30% (w/v) sucrose
in PBS, frozen and embedded in optimum cutting temperature
compound, OCT Tissue Tek, and 20 µm cryostat sections were
obtained. Aortic sections from control and ovariectomized rats
were incubated with HE (5 µmol/L) in a light-protected,
humidified chamber at 37 °C for 30 min and simultaneously
processed. Hydroethidine, that fluorescens red when oxidized
to EtBr was imaged with a LEICA (TCS ST2 DM IRE2) laser
scanning confocal microscope (excitation 488 nm, emission
610 nm). Laser and image settings were fixed for the
acquisition of images from the two groups. The
photomicrographs show the intensity and location of the
oxidized HE, which reflects the levels of superoxide anion, so
that comparison between groups can be made. To analyse
fluorescence intensity the ImageJ Analysis Software (National
Institutes of Health) was used.
Superoxide anion levels were also measured using lucigenin
chemiluminescence, as previously described [23]. Briefly, aortic
segments were rinsed in KHS for 30 min, equilibrated for 30
min in HEPES buffer at 37 °C, transferred to test tubes that
contained 1 ml HEPES buffer (pH 7.4) containing lucigenin (5
µmol/L) and then kept at 37 °C during 30 minutes. The
luminometer was set to report arbitrary units of emitted light;
repeated measurements were collected during 5 min at 10 s
intervals and averaged. 4,5-dihydroxy-1,3-benzene-disulphonic
acid “Tiron” (10 mmol/L), a cell permeant, non-enzymatic
scavenger of the superoxide anion, was added to quench the
superoxide anion-dependent chemiluminescence. Also blank
measures were collected in the same way without aortic
segments to substract background emission. Some assays
were performed in the presence of SOD (13 units/ml) to ensure
the specificity of the method.
Superoxide dismutase activity
Frozen samples of aortic segments were homogenized in a
buffer composed (in mmol/L) of HEPES 20, EGTA 1, mannitol
210 and sucrose 70. After centrifugation at 15000 g for 5 min,
5-10 µl of supernatants were used to the assay. The enzyme
activity was measured by a SOD-assay kit (Cayman Chemical)
following the manufacturer’s instructions. The SOD activity was
expressed as units/ml μg protein.
Determination of cGMP
Aortic segments were subjected to a resting tension of 1 g.
After an equilibration period of 60 min, segments were
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contracted with 0.1 µmol/L noradrenaline (NA) during 3 min
(considered the basal level), and then some segments were
incubated with 10 µmol/L ACh for 15 s. Segments were
immediately frozen in liquid nitrogen and stored at -70 °C.
Levels of cGMP were determined using the cGMP Enzyme
Immunoassay Kit from Assay Designs. For this assay, the
frozen arteries were homogenized in 0.1 mol/L HCl and
centrifuged at 600 g for 10 min at 4 °C. The non-soluble
fraction was used to measure protein content with a DC protein
assay kit (Bio-Rad). The supernatant was then collected and
used for the assay. cGMP levels were measured following the
manufacturer’s protocol. Results were expressed as pmol
cGMP/mg protein.
Activity of PKG
Aortic segments from control and ovariectomized rats were
frozen in liquid nitrogen and stored at -70 °C. PKG activity was
measured using the comercial kit CycLex® Cyclic GMP
dependent protein Kinase Assay Kit. The frozen arteries were
homogenized in samples prepared according to the
manufacturer’s protocol. Non-soluble fractions were used to
measure protein content with a DC protein assay kit (Bio-Rad).
The supernatant was then collected and used for the assay,
following the manufacturer’s instructions. Results were
expressed as arbitrary units/mg protein.
Vascular reactivity
The method used for isometric tension recording has been
described in full elsewhere [24]. Briefly, two parallel stainless
steel pins were introduced through the lumen of the vascular
segment: one was fixed to the bath wall, and the other
connected to a force transducer (Grass FTO3C; Quincy, Mass.,
USA); this was connected in turn to a model 7D Grass
polygraph. Segments were suspended in an organ bath
containing 5 ml of KHS at 37 °C continuously bubbled with a
95% O2-5% CO2 mixture (pH 7.4). The segments were
subjected to a tension of 1 g which was readjusted every 15
min during a 90 min equilibration period before drug
administration. After this, the vessels were exposed to KCl (75
mmol/L) to check their functional integrity. After a washout
period, the presence of vascular endothelium was tested by the
ability of ACh (10 µmol/L) to relax segments precontracted with
NA (0.1 µmol/L).
After this, the segments were rinsed several times with KHS
over 1 h period, and then cumulative concentration-response
curves to ACh (0.1 nmol/L -10 µmol/L), to the NO donor sodium
nitroprusside (SNP, 0.1 nmol/L -10 µmol/L) or to the 8Br-cGMP
(0.1 µmol/L -10 mmol/L) were obtained in NA-precontracted
segments (NA, 0.1 µmol/L). To analyse the participation of NO
or cGMP on the response induced by ACh, the NO synthase
inhibitor L-NAME (0.1 mmol/L) [19] or the guanylate cyclase
inhibitor ODQ (10 µmol/L) was added 30 min before the
concentration-response curves were performed.
To study the possible contribution of hyperpolarizing
mechanisms to the vasodilator response to ACh or to SNP,
some arterial segments were precontracted with 30 mmol/L of
KCl before performing the concentration-response curves to
ACh or SNP.
To analyze the involvement of endogenous hydrogen
peroxide in the relaxation induced by ACh or SNP, arteries
were incubated with catalase (1000 U/ml) 30 min before the
NA- or KCl-induced precontraction and subsequent
concentration-response curves to ACh or SNP were performed.
μStatistical analysis
Results are given as mean ± S.E.M. (Standard Error of the
Mean). The responses elicited by KCl and NA were expressed
in mg. The relaxations induced by ACh, SNP or 8Br-cGMP
were expressed as a percentage of the initial contraction
elicited by NA or KCl. Statistical analysis was done by
comparing the curve obtained among groups and in the
presence of L-NAME or ODQ with the control curve by means
of two-way analysis of variance (ANOVA). The maximum
response (Emax value) and the logarithm of the ACh
concentration producing 50% of maximum response (log EC50)
were calculated by a non-linear regression analysis of each
individual concentration-response curve using Graph Pad
Prism Software (San Diego, CA, USA) and the statistical
analysis was done used unpaired Student’s t-test. To compare
the effect of drugs on ACh-induced responses in aortic
segments from control and ovariectomized rats, certain results
are expressed as differences in the area under the
concentration-response curves (dAUC) between control and
experimental conditions. The differences, expressed as a
percentage of the control AUC, were analysed using the
Student’s t-test. For the experiments on cGMP formation, PKG
and SOD activity, the statistical analysis Student’s t-test was
also performed. A p value of less than 0.05 was considered
significant.
Drugs
Drugs used were: L-NA hydrochloride, ACh chloride, L-
NAME hydrochloride, ODQ, catalase, sodium nitroprusside and
8Br-cGMP (Sigma-Aldrich). Stock solutions (10 mmol/L) of
drugs were prepared in distilled water, except for NA which
was dissolved in NaCl (0.9%)-ascorbic acid (0.01% w/v)
solution. These solutions were kept at -20 °C and appropriate
dilutions were made in KHS or HEPES-buffer on the day of the
experiment.
Results
Detection of superoxide anion
Cross sections of aorta from control and ovariectomized rat
were used to evaluate the presence of superoxide anion. After
incubation with hydroethidine, the arteries from ovariectomized
rats showed a markedly higher level of EtBr fluorescence than
the arteries from control rats. These results indicate that the
level of superoxide anion was enhanced by ovariectomy
(Figure 1).
Similar results were obtained by measuring the
chemiluminescence emitted by lucigenin (control, 63.2 ± 7.1
U/mg/min, n=4; ovariectomized, 345.3 ± 5.9 U/mg/min, n=6; p
< 0.001).
Ovariectomy and Vasodilator Mechanisms
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Superoxide dismutase activity
The activity of endogenous SODs was greater in aortas from
ovariectomized than control rats (Figure 2), which could
indicate a compensatory mechanism to that increased
superoxide anion formation.
Determination of cGMP
Basal cGMP formation was similar in arteries from control or
ovariectomized rats. ACh-induced cGMP formation was greater
in aortas from control rats than in those of ovariectomized rats
(Figure 3). Therefore, we analysed the event downstream to
cGMP formation, PKG activity.
Figure 2.  Superoxide dismutase activity in aortic
segments from control and ovariectomized rats.  Results
(mean ± SEM) are expressed as SOD units /ml mg protein.
Number of animals is indicated in parenthesis. *p<0.05
compared with control rats.
doi: 10.1371/journal.pone.0073474.g002
Activity of PKG
The activity of PKG was assessed in homogenates from
frozen aortas. The assay showed that PKG activity was greater
in aortas from ovariectomized than in those of control rats
(control, 2.33 ± 0.33 A.U. /mg protein; ovariectomized, 4.75 ±
0.5 A.U. /mg protein; n = 5; p < 0.05). These results are
inversely correlated to those of cGMP formation, indicating the
existence of a cGMP-independent mechanism to activate PKG.
Figure 3.  Effect of ovariectomy on the basal and ACh-
stimulated cGMP formation in NA-precontracted aortic
segments.  Results (mean ± SEM) are expressed in pmol/mg
protein. Number of animals is indicated in parenthesis. *p<0.05;
**p<0.001 compared with basal condition. #p<0.05 compared
with ACh-induced cGMP release in control rats.
doi: 10.1371/journal.pone.0073474.g003
Figure 1.  Effect of superoxide anion formation.  Confocal micrographs showing in situ detection of superoxide anion in aortic
segments from control and ovariectomized rats. Arterial sections were labelled with the oxidative dihydroethidium, which fluoresces
red when oxidized to EtBr by superoxide (see Methods). The sections shown are typical of preparations from four rats.
Magnification: 200x. Quantitative analysis of fluorescence is also shown. Results (mean ± SEM) are expressed as arbitrary units.
Number of animals, n=4. *p<0.05 compared with control rats.
doi: 10.1371/journal.pone.0073474.g001
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Vascular reactivity
The exposure of arteries to 75 mmol/L KCl induced a
contractile response that was similar in aortas from control and
ovariectomized rats (control, 1345 ± 59 mg; ovariectomized,
1533 ± 123 mg; n = 15-23; p > 0.05). Likewise, ovariectomy did
not modify the contractile response induced by 0.1 µM NA
(control: 910 ± 36 mg; ovariectomized 1005 ± 48 mg; n= 15-23;
p > 0.05).
In aortic segments precontracted with NA (0.1 µmol/L), ACh
(0.1 nmol/L -10 µmol/L), SNP (0.1 nmol/L -10 µmol/L) or 8Br-
cGMP (0.1 µmol/L 0.1 mmol/L) induced a concentration-
dependent relaxation that was similar in arteries from control or
ovariectomized rats (ANOVA, P > 0.05; Figure 4).
To investigate the contribution of NO or cGMP on the
vasodilator response induced by ACh (0.1 nmol/L -10 µmol/L),
the effect of the inhibitors of NO synthase or guanylate cyclase,
L-NAME (0.1 mmol/L) or ODQ (10 µmol/L), respectively, was
examined. Preincubation with L-NAME or ODQ significantly
decreased the relaxation by ACh in vessels from control and
ovariectomized rats compared with the respective untreated
arteries (Figure 5; Table 1). In the presence of L-NAME, the
relaxation to ACh was significantly greater in arteries from
ovariectomized than in those from control rats, while ODQ
decreased the ACh-induced response in similar extent in both
groups of rats (Figure 5). These results are in agreement with
the greater dAUC value observed after incubation with L-NAME
in arteries from control group compared with the
ovariectomized group (control, 69.2 ± 7.3%; ovariectomized,
44.4 ± 9.1%; p < 0.05), and similar dAUC after incubation with
ODQ in both groups (control, 74.2 ± 7.5%, ovariectomized,
69.7 ± 9.7%; p > 0.05). An additional observation from these
results is that L-NAME or ODQ evoked a similar decrease in
the ACh-induced response in aortas from control rats, while in
aortas from ovariectomized rats ODQ caused a greater
inhibition of the ACh-induced relaxation than L-NAME did.
Precontraction with KCl (30 mmol/L), that blocks the
membrane hyperpolarization, decreased ACh-induced
response more in aortas from ovariectomized rats than in those
of control rats (Figure 5; Table 1).
Figure 4.  Effect of ovariectomy on the concentration-response curves to acetylcholine, sodium nitroprusside and 8Br-
cGMP in rat aortic segments.  Results (mean ± SEM) are expressed as percentage of inhibition of contraction induced by 0.1
µmol/L NA. Number of animals is indicated in parenthesis.
doi: 10.1371/journal.pone.0073474.g004
Figure 5.  Ovariectomy modulates the participation of different factors in the acetylcholine-induced response.  Effect of L-
NAME (0.1 mmol/L) or ODQ (10 µmol/L) on the concentration-response curves to acetylcholine in the NA-precontracted aortic
segments from control and ovariectomized rats. The effect of precontracting vessels with KCl (30 mmol/L) is also represented.
Results (mean ± SEM) are expressed as percentage of inhibition of contraction induced by 0.1 µM NA or 30 mmol/L KCl. Number of
animals is indicated in parenthesis.
doi: 10.1371/journal.pone.0073474.g005
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In NA-precontracted arteries, preincubation with catalase
(1000 U/ml, that decompose hydrogen peroxide) did not modify
the ACh-induced relaxation in aortas from control rats (data not
shown), but it decreased the response in arteries from
ovariectomized rats (Figure 6); in KCl-precontracted aortas
from ovariectomized rats, catalase caused a greater decrease
in the ACh-induced relaxation than that which was produced in
NA-precontracted vessels (Figure 6; Table 1).
In KCl-precontracted arteries, the relaxation induced by SNP
was decreased in similar extent in aortas from both control
(data not shown) or ovariectomized rats. In NA-precontracted
arteries, the incubation with catalase diminished the SNP-
relaxation only in aorta from ovariectomized rats (Figure 6),
and catalase caused a greater decrease in the SNP-induced
relaxation in KCl-precontracted arteries than in NA-
precontracted arteries (Table 2).
Table 1. Effect of L-NAME, ODQ and precontraction with
KCl in the maximum response (Emax) and log EC50 to the
acetylcholine-induced response in aortas from control and
ovariectomized rats.
 Control Ovariectomized
 Emax log EC50 Emax log EC50
Control 92.9 ± 1.5 -7.49 ± 0.06 91.87 ± 2.1 -7.47 ± 0.04
L-NAME (0.1 mM) 44.2 ± 5.1* -7.24 ± 0.13 54.26 ± 5.5* -7.22 ± 0.25
ODQ (10 µM) 31.5 ± 8.6* -6.89 ± 0.08* 37.23 ± 5.2* -6.73 ± 0.21>*
KCl (30 mM) 91.3 ± 8.8 -7.09 ± 0.13* 70.45 ± 2.8*+ - 6.92 ± 0.08*
* p < 0.05 vs control condition
+ p < 0.05 vs control rats
doi: 10.1371/journal.pone.0073474.t001
Discussion
In a previous work, we reported that the loss of ovarian
function did not alter the ACh-induced response in rat aorta,
despite the overproduction of vasoconstrictor prostanoids
which upregulated endothelial NO synthase activity [19]. We
also suggested that complementary cell signalling pathways -
such as the NO-cGMP-PKG- could be working simultaneously
to maintain the vasodilator function. Now, in the present work
we provide information that reinforces our hypothesis. We
observed that 5-months after ovariectomy the metabolism of
NO was increased, while cGMP formation was decreased.
However, endothelial NO and vasorelaxant factors, other than
NO, participate in the maintained ACh-induced response by
hyperpolarizing cell membrane and through hydrogen peroxide
involvement. This is a novel finding, since most studies have
described the importance of hyperpolarizing mechanisms
mainly in resistance vessels instead of conductance. In
addition, most studies analyse vascular effects of specific sex
Table 2. Effect of catalase (1000U/ml) in the Emax and log
EC50 to the relaxation induced by Acetylcholine and Sodium
Nitroprusside in NA- or KCl-precontracted aortic segmens
from ovariectomized rats.
 Acetylcholine Sodium Nitroprusside
 Emax log EC50 Emax log EC50
C-NA 91.87 ± 2.1 7.47 ± 0.04 104.8 ± 4.07 -8.12 ± 0.08
Catalase-NA 77.6 ± 2.07* -7.20 ± 0.04 101.4 ± 0.8 -7.68 ± 0.13
C-KCl 70.45 ± 2.8* -6.92 ± 0.08* 81.31 ± 6.36* - 7.33 ± 0.16*
Catalase-KCl 49.88 ±1.8*+ -6.8 ± 0.11* 85.76 ±7.0* -6.30 ± 0.06*+
* p < 0.05 vs NA-precontracted arteries without catalase
+ p < 0.05 vs KCl-precontracted arteries without catalase
doi: 10.1371/journal.pone.0073474.t002
Figure 6.  Involvement of hydrogen peroxide in the vasodilator responses to acetylcholine and sodium
nitroprusside.  Effect of catalase (1000 U/ml) on the concentration-response curves to acetylcholine and sodium nitroprusside in
NA- or KCl-precontracted aortic segments from ovariectomized rats. Results (mean ± SEM) are expressed as percentage of
inhibition of contraction induced by 0.1 µmol/L NA or 30 mmol/L KCl. Number of animals is indicated in parenthesis.
doi: 10.1371/journal.pone.0073474.g006
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hormones while the present work provides integrative
description of the alterations in signalling pathways that take
place during prolonged periods after ovariectomy.
Vascular function of endothelial NO depends on its
bioavailability, which is a balance between NO production and
degradation. Reactive oxygen species are involved in
metabolizing NO [25,26], and among them, superoxide anion
plays a crucial role since it is source of many other reactive
nitrogen intermediates [27]. Since estrogens have been
reported to decrease oxidative stress levels [28,29], we studied
the effect of ovariectomy on the in situ detection of superoxide
anion. Experiments were undertaken by using hydroethidine
fluorescence, as previously reported [23]. We observed that the
fluorescence emitted by hydroethidine probe was increased in
aortas from ovariectomized rats compared to those from
control rats, indicating greater levels of superoxide by
ovariectomy as previously reported [30]. This finding was
further reinforced by using the lucigenin chemiluminescence
measurement. As commented above, the level of oxygen
species detected in situ is the result of both the production and
removal of superoxide anion. Since the elimination of
superoxide anion within vessel walls is performed by
superoxide dismutases (SODs) that transform superoxide
anion to hydrogen peroxide [31], we analyzed the activity of
endogenous SODs. We observed an increased SODs activity
in aortas from ovariectomized rats compared to those from
control rats. This result, apparently differs from those
previously published in which a decrease in the expression
[30,32] and/or activity of SODs [30] has been reported.
However, it is important to note that the animal model used in
those studies is far different from ours, since the ovariectomy
was maintained for 4-8 weeks, unlike our model in which it was
maintained for 5 months, indicating the importance of the
maintenance period of ovariectomy for the ovariectomy-
induced vascular effects [33]. This result indicates that the
increase in the activity of SODs could be a compensatory
mechanism in an attempt to eliminate the elevated superoxide
anion levels observed in ovariectomy, similarly to what occurs
in different physiopathological conditions as hypertension [34],
atherosclerosis [35], orchidectomy [36] and/or aging [37].
The elevated levels of superoxide anions metabolize the
released endothelial NO. However, we did not observe any
modification on NO release, at least in part, because the
positive regulation that prostanoids exert on eNOS activity [19].
Therefore, we analysed the possible effect of ovariectomy in
the participation of NO-dependent vasodilation in the ACh-
induced response. We observed that NOS inhibition with L-
NAME significantly inhibited the ACh-induced relaxation in
vessels from control and ovariectomized rats, but the inhibitory
effect of L-NAME was lesser in aortas from ovariectomized rats
than those from control rats. As ACh-induced NO release was
not modified by ovariectomy [19], this result could indicate a
lesser sensitivity to NO in aortas from ovariectomized than in
those from control rats, and/or the participation of relaxant
factors/mechanisms other than NO in the ACh-induced
response. Since the vasodilator response to the NO donor SNP
was similar in arteries from control or ovariectomized rats,
alterations on the sensitivity of smooth muscle cells to
endothelial NO were ruled out. Based on this result, we
analysed the activation of guanylate cyclase by measuring the
basal and ACh-stimulated cGMP formation in arteries from
control and ovariectomized rats. Our results showed that the
ACh-stimulated cGMP formation was decreased in arteries
from ovariectomized rats, in agreement to results previously
reported [38,39]. Additionally, guanylate cyclase activity has
been shown to be negatively regulated by several oxygen
reactive species [40], which is in agreement with our results.
Despite the decreased NO induced-cGMP formation in aortas
from ovariectomized rats, the cGMP participation in the ACh-
induced response was similar in aortas from ovariectomized or
control rats, since the guanylate cyclase inhibitor ODQ
decreased to a similar extent the ACh-induced relaxation in
both groups. In addition, the cGMP analogue 8Br-cGMP
induced similar relaxant response in aortas from both groups,
which ruled out alterations of the vasodilator effect of cGMP,
and suggest that other vasodilator mechanisms could be
working to maintain the Ach-induced response in aortas from
ovariectomized rats.
At this point of the discussion, it is interesting to remark the
differences obtained between the two groups of animals when
the synthesis of NO or cGMP is blocked. Thus, in aorta from
control rats both L-NAME and ODQ induced similar degree of
blockade of ACh-induced relaxation, which indicates that
vascular effect of NO seems to be mediated through cGMP
formation. In contrast, in aorta from ovariectomized rats the
blockade of cGMP synthesis with ODQ decreased ACh-
induced relaxation in greater extent than that induced by
inhibiting NO synthesis, which would indicate the existence of
vasodilators factors, other than NO, acting in a cGMP-
independent way.
It is known that the redox environment can modify the activity
of different enzymes that participate in the homeostasis of
vascular tissues [41] and that sex hormones are able to
modulate that effect. For example, superoxide anions produced
in aortas from male rats exerts different effects depending on
the presence or absence of male sex hormones. Thus, in aorta
from control male rats superoxide anion metabolizes the ACh-
induced NO, while in aorta from orchidectomized rats
superoxide anion induces relaxation by activating calcium-
dependent potassium channels [12]. Similar results were
observed in mesenteric artery from orchidectomized rats in
which products generated from NO metabolism, such as
peroxynitrite and hydrogen peroxide, are able to induce
relaxation [23]. With this background in mind and since NO,
and several reactive oxygen species commented above, are
able to induce relaxation through hyperpolarizing mechanisms,
we analyzed the vasodilator effect of ACh in aorta
precontracted with 30 mmol/L KCl, that blocks
hyperpolarization by decreasing the plasma membrane
potassium gradient [42]. Our results show that, under these
conditions, the ACh-induced relaxation was decreased in
arteries from both groups, but to a greater extent in aortas from
ovariectomized rats than in those from of control rats. These
results indicate the existence of a greater participation of
hyperpolarizing mechanisms in aortas from the former rats. In
addition, in KCl-precontracted arteries the relaxation induced
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by SNP was reduced to a similar extent in aortas from control
or ovariectomized rats, indicating that NO hyperpolarizes
equally the vascular wall in arteries from both groups of rats.
Taking the results together, the differences observed in ACh-
induced relaxation are probably due to vasodilator action of
factors other than NO.
As has been discussed earlier, our results also show that
aortas from ovariectomized rats produce more superoxide
anion than those from control rats, and that SOD activity is also
increased in arteries from ovariectomized rats, therefore an
increased formation of hydrogen peroxide would be expected.
However, enzymes other than SODs cannot be ruled out, since
production of hydrogen peroxide from NADPH-oxidase has
been reported [43]. Since the vasodilator effect of hydrogen
peroxide has been reported [13,44], we investigated its
possible role on the ACh-induced relaxation by using catalase,
which decomposes hydrogen peroxide. Preincubation with
catalase did not modify the ACh- or SNP-induced relaxation in
NA-precontracted aorta from control rats, ruling out the
functional role of endogenous hydrogen peroxide in aorta from
these rats. However, in aorta from ovariectomized rats,
catalase diminished the vasodilatory action of ACh and SNP,
indicating the participation of hydrogen peroxide in producing
relaxation. Since hydrogen peroxide has been reported to act
as an EDHF [2,10,13], we analyzed, in aorta from
ovariectomized rats, the effect of catalase also in KCl
precontracted arteries. We observed that both ACh- and SNP-
induced relaxation were reduced even further, which indicates
the involvement of vasodilator mechanisms induced by
hydrogen peroxide in addition to hyperpolarization. In this
regard, it has been reported that hydrogen peroxide is able to
activate PKG, in a cGMP-independent way, by forming the
disulfide bond of this kinase [41]. Although sex difference in
PKG-mediated relaxation has been described [45], the effect of
endogenous female sex hormones on PKG activity in vascular
tissues has not been investigated. In the present study, the
analysis of PKG activity revealed an increase in aortas from
ovariectomized rats, which is in line with PKG down regulation
by female sex hormones observed in myometrial tissues [46].
The increased PKG activity in aortas from ovariectomized rats
is in line with the hydrogen peroxide-induced PKG activation
reported by Burgoyne et al. [41], and would explain the
maintained response to Ach despite the decreased production
of cGMP in aortas from ovariectomized rats. These results,
would also explain the fact that the decrease in the ACh-
induced response in the presence of ODQ does not change
between control and ovariectomized rats, and support the
suggestion that PKG could act as a redox sensor, in such a
way that different oxidants compounds can activate the
enzyme in a cGMP-independent way, participating in the
maintenance of vascular homeostasis.
In summary, our data demonstrate that ovariectomy
increases the production of superoxide anions and decreases
the ACh-induced cGMP formation, which could diminish the
ACh-induced relaxation in rat aorta. However, in contrast to
that expected, the ACh-induced relaxation is maintained in
aortas from ovariectomized rats by the existence of
hyperpolarizing mechanisms in which hydrogen peroxide is
involved. The greater contribution of hydrogen peroxide to the
ACh-induced relaxation is probably due to the increased
activity of SOD, in an attempt to compensate for the increased
superoxide anion formation. In addition, the activity of PKG is
increased in aorta from ovariectomized rats, which could
represent a redundant mechanism to ensure vasodilator
function in the aorta of these rats (see Figure 7).
These results complement those previously reported [19]
and provide new insights into the mechanisms by which
vasoactive factors control the vasodilator response when
ovarian function is lost.
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Figure 7.  Scheme showing the involvement of the NO-cGMP-PKG and COX-2 pathways in the ACh-induced relaxation
when ovarian function is lost.  The encircled +/- symbols indicate the effect of ovariectomy. ACh, after binding to the muscarinic
receptor (M-R), induces the release of NO and activates soluble guanylate cyclase (sGC) to produce cGMP, which is reduced by
ovariectomy. However, ovariectomy increased the activity of cGMP-dependent protein kinase (PKG) that could account for the
maintenance of ACh-induced vasodilation. Ovariectomy also increases the activity of superoxide dismutase (SOD) in an attempt to
counterbalance the increased formation of superoxide anion (O2.-), leading to increase the participation of hyperpolarization induced
by hydrogen peroxide (H2O2) and, that in turn, can activate PKG [41]. These mechanisms could counterbalance the predominance
of vasoconstrictor prostanoids derived from COX-2 [19] and account for the maintenance of the ACh-induced relaxation in aortas
from ovariectomized rats.
doi: 10.1371/journal.pone.0073474.g007
Ovariectomy and Vasodilator Mechanisms
PLOS ONE | www.plosone.org 9 September 2013 | Volume 8 | Issue 9 | e73474
Author Contributions
Conceived and designed the experiments: AS MF. Performed
the experiments: AS LdC RN AM MCM JB. Analyzed the data:
AS LdC RN AM MCM JB MF. Contributed reagents/materials/
analysis tools: AS LdC RN AM MCM JB. Wrote the manuscript:
AS LdC JB MF.
References
1. Furchgott RF, Vanhoutte PM (1989) Endothelium-derived relaxing and
contracting factors. FASEB J 3: 2007-2018. PubMed: 2545495.
2. Félétou M, Vanhoutte PM (2009) EDHF: An update. Clin Sci (Lond)
117: 139-155. doi:10.1042/CS20090096. PubMed: 19601928.
3. Murad F (1997) What are the molecular mechanisms for the
antiproliferative effects of nitric oxide and cGMP in vascular smooth
muscle? Circulation 95: 1101-1103. doi:10.1161/01.CIR.95.5.1101.
PubMed: 9054833.
4. Lincoln TM, Dey N, Sellak H (2001) Invited review: CGMP-dependent
protein kinase signaling mechanisms in smooth muscle: From the
regulation of tone to gene expression. J Appl Physiol 91: 1421-1430.
PubMed: 11509544.
5. Münzel T, Feil R, Mülsch A, Lohmann SM, Hofmann F et al. (2003)
Physiology and pathophysiology of vascular signaling controlled by
guanosine 3',5'-cyclic monophosphate-dependent protein kinase.
Circulation 108: 2172-2183. doi:10.1161/01.CIR.
0000094403.78467.C3. PubMed: 14597579.
6. Wolin MS, Gupte SA, Oeckler RA (2002) Superoxide in the vascular
system. J Vasc Res 39: 191-207. doi:10.1159/000063685. PubMed:
12097818.
7. Bolotina VM, Najibi S, Palacino JJ, Pagano PJ, Cohen RA (1994) Nitric
oxide directly activates calcium-dependent potassium channels in
vascular smooth muscle. Nature 368: 850-853. doi:10.1038/368850a0.
PubMed: 7512692.
8. Campbell WB, Gebremedhin D, Pratt PF, Harder DR (1996)
Identification of epoxyeicosatrienoic acids as endothelium-derived
hyperpolarizing factors. Circ Res 78: 415-423. doi:10.1161/01.RES.
78.3.415. PubMed: 8593700.
9. Chen G, Cheung DW (1996) Modulation of endothelium-dependent
hyperpolarization and relaxation to acetylcholine in rat mesenteric
artery by cytochrome P450 enzyme activity. Circ Res 79: 827-833. doi:
10.1161/01.RES.79.4.827. PubMed: 8831507.
10. Thengchaisri N, Kuo L (2003) Hydrogen peroxide induces endothelium-
dependent and -independent coronary arteriolar dilation: Role of
cyclooxygenase and potassium channels. Am J Physiol Heart Circ
Physiol 285: H2255-H2263. PubMed: 14613908.
11. Ferrer M, Marín J, Encabo A, Alonso MJ, Balfagón G (1999) Role of K+
channels and sodium pump in the vasodilation induced by
acetylcholine, nitric oxide, and cyclic GMP in the rabbit aorta. Gen
Pharmacol 33: 35-41. doi:10.1016/S0306-3623(98)00259-6. PubMed:
10428014.
12. Ferrer M, Tejera N, Marín J, Balfagón G (1999) Androgen deprivation
facilitates acetylcholine-induced relaxation by superoxide anion
generation. Clin Sci (Lond) 97: 625-631. doi:10.1042/CS19990102.
PubMed: 10585889.
13. Wei EP, Kontos HA, Beckman JS (1996) Mechanisms of cerebral
vasodilation by superoxide, hydrogen peroxide, and peroxynitrite. Am J
Physiol 271: H1262-H1266. PubMed: 8853367.
14. Ng MK (2007) New perspectives on mars and venus: Unravelling the
role of androgens in gender differences in cardiovascular biology and
disease. Heart Lung Circ 16: 185-192. doi:10.1016/j.hlc.2007.06.461.
PubMed: 17448726.
15. Ding EL, Song Y, Manson JE, Rifai N, Buring JE et al. (2007) Plasma
sex steroid hormones and risk of developing type 2 diabetes in women:
A prospective study. Diabetologia 50: 2076-2084. doi:10.1007/
s00125-007-0785-y. PubMed: 17701157.
16. Leung SW, Teoh H, Keung W, Man RY (2007) Non-genomic vascular
actions of female sex hormones: Physiological implications and
signalling pathways. Clin Exp Pharmacol Physiol 34: 822-826. doi:
10.1111/j.1440-1681.2007.04686.x. PubMed: 17600565.
17. Teede HJ (2007) Sex hormones and the cardiovascular system: Effects
on arterial function in women. Clin Exp Pharmacol Physiol 34: 672-676.
doi:10.1111/j.1440-1681.2007.04658.x. PubMed: 17581228.
18. Minoves N, Balfagón G, Ferrer M (2002) Role of female sex hormones
in neuronal nitric oxide release and metabolism in rat mesenteric
arteries. Clin Sci (Lond) 103: 239-247. PubMed: 12193149.
19. Martorell A, Sagredo A, Aras-López R, Balfagón G, Ferrer M (2009)
Ovariectomy increases the formation of prostanoids and modulates
their role in acetylcholine-induced relaxation and nitric oxide release in
the rat aorta. Cardiovasc Res 84: 300-308. doi:10.1093/cvr/cvp214.
PubMed: 19567483.
20. Miller VM, Mulvagh SL (2007) Sex steroids and endothelial function:
Translating basic science to clinical practice. Trends Pharmacol Sci 28:
263-270. doi:10.1016/j.tips.2007.04.004. PubMed: 17466385.
21. Reyna-Neyra A, Sarkar G, Etgen AM (2007) Regulation of soluble
guanylyl cyclase activity by oestradiol and progesterone in the
hypothalamus but not hippocampus of female rats. J Neuroendocrinol
19: 418-425. doi:10.1111/j.1365-2826.2007.01546.x. PubMed:
17388815.
22. Oishi A, Ohmichi M, Takahashi K, Takahashi T, Mori-Abe A et al.
(2004) Medroxyprogesterone acetate attenuates estrogen-induced
nitric oxide production in human umbilical vein endothelial cells.
Biochem Biophys Res Commun 324: 193-198. doi:10.1016/j.bbrc.
2004.09.032. PubMed: 15465001.
23. Martín MC, Balfagón G, Minoves N, Blanco-Rivero J, Ferrer M (2005)
Androgen deprivation increases neuronal nitric oxide metabolism and
its vasodilator effect in rat mesenteric arteries. Nitric Oxide 12:
163-176. doi:10.1016/j.niox.2005.02.003. PubMed: 15875321.
24. Nielsen KC, Owman C (1971) Contractile response and amine receptor
mechanisms in isolated middle cerebral artery of the cat. Brain Res 27:
33-42. doi:10.1016/0006-8993(71)90370-2. PubMed: 4396591.
25. Gryglewski RJ, Palmer RM, Moncada S (1986) Superoxide anion is
involved in the breakdown of endothelium-derived vascular relaxing
factor. Nature 320: 454-456. doi:10.1038/320454a0. PubMed:
3007998.
26. Blanco-Rivero J, Sagredo A, Balfagón G, Ferrer M (2006)
Orchidectomy increases expression and activity of Cu/Zn-superoxide
dismutase, while decreasing endothelial nitric oxide bioavailability. J
Endocrinol 190: 771-778. doi:10.1677/joe.1.06887. PubMed:
17003278.
27. Beckman JS, Koppenol WH (1996) Nitric oxide, superoxide, and
peroxynitrite: The good, the bad, and ugly. Am J Physiol 271:
1424-1437. PubMed: 8944624.
28. Ayres S, Abplanalp W, Liu JH, Subbiah MT (1998) Mechanisms
involved in the protective effect of estradiol-17beta on lipid peroxidation
and DNA damage. Am J Physiol 274: 1002-1008. PubMed: 9611149.
29. Ghanam K, Javellaud J, Ea-Kim L, Oudart N (1998) The protective
effect of 17 beta-estradiol on vasomotor responses of aorta from
cholesterol-fed rabbit is reduced by inhibitors of superoxide dismutase
and catalase. Biochem Biophys Res Commun 249: 858-864. doi:
10.1006/bbrc.1998.9238. PubMed: 9731227.
30. Strehlow K, Rotter S, Wassmann S, Adam O, Grohé C et al. (2003)
Modulation of antioxidant enzyme expression and function by estrogen.
Circ Res 93: 170-177. doi:10.1161/01.RES.0000082334.17947.11.
PubMed: 12816884.
31. Oury TD, Day BJ, Crapo JD (1996) Extracellular superoxide dismutase:
A regulator of nitric oxide bioavailability. Lab Invest 75: 617-636.
PubMed: 8941209.
32. Camporez JP, Akamine EH, Davel AP, Franci CR, Rossoni LV et al.
(2011) Dehydroepiandrosterone protects against oxidative stress-
induced endothelial dysfunction in ovariectomized rats. J Physiol 589:
2585-2596. doi:10.1113/jphysiol.2011.206078. PubMed: 21486789.
33. Sagredo A, del Campo L, Ferrer M (2011) Time-dependent effect of
ovariectomy on nitric oxide release and function in rat aorta. Joint
Meeting of the European Society for Microcirculation (ESM) and the
German Society of Microcirculation and Vascular Biology (GFMVB),
Munich.
34. Tanaka M, Umemoto S, Kawahara S, Kubo M, Itoh S et al. (2005)
Angiotensin II type 1 receptor antagonist and angiotensin-converting
enzyme inhibitor altered the activation of Cu/Zn-containing superoxide
dismutase in the heart of stroke-prone spontaneously hypertensive
rats. Hypertens Res 28: 67-77. doi:10.1291/hypres.28.67. PubMed:
15969257.
35. Kobayashi S, Inoue N, Azumi H, Seno T, Hirata K et al. (2002)
Expressional changes of the vascular antioxidant system in
atherosclerotic coronary arteries. J Atheroscler Thromb 9: 184-190. doi:
10.5551/jat.9.184. PubMed: 12226550.
36. Blanco-Rivero J, Sagredo A, Balfagón G, Ferrer M (2007) Protein
kinase C activation increases endothelial nitric oxide release in
Ovariectomy and Vasodilator Mechanisms
PLOS ONE | www.plosone.org 10 September 2013 | Volume 8 | Issue 9 | e73474
mesenteric arteries from orchidectomized rats. J Endocrinol 192:
189-197. doi:10.1677/joe.1.07079. PubMed: 17210756.
37. Sagredo A, Blanco-Rivero J, Aras-Lopez R, Balfagon G, Ferrer M
(2007) Effect of ovariectomy on vascular Cu/Zn-superoxide dismutase
function in mesenteric artery from young and old rats. Proceedings of
the 8th Congress of the European Association for Clinical
Pharmacology and Therapeutics.
38. Gorodeski GI (2000) Role of nitric oxide and cyclic guanosine 3',5'-
monophosphate in the estrogen regulation of cervical epithelial
permeability. Endocrinology 141: 1658-1666. doi:10.1210/en.
141.5.1658. PubMed: 10803574.
39. Castillo C, Ariznavarreta MC, Lahera V, Cachofeiro V, Gil-Loyzaga P et
al. (2005) Effects of ovariectomy and growth hormone administration on
body composition and vascular function and structure in old female
rats. Biogerontology 6: 49-60. doi:10.1007/s10522-004-7383-x.
PubMed: 15834663.
40. Meurer S, Pioch S, Gross S, Müller-Esterl W (2005) Reactive oxygen
species induce tyrosine phosphorylation of and src kinase recruitment
to NO-sensitive guanylyl cyclase. J Biol Chem 280: 33149-33156. doi:
10.1074/jbc.M507565200. PubMed: 16079134.
41. Burgoyne JR, Madhani M, Cuello F, Charles RL, Brennan JP et al.
(2007) Cysteine redox sensor in PKGIa enables oxidant-induced
activation. Science 317: 1393-1397. doi:10.1126/science.1144318.
PubMed: 17717153.
42. Khan SA, Mathews WR, Meisheri KD (1993) Role of calcium-activated
K+ channels in vasodilation induced by nitroglycerine, acetylcholine
and nitric oxide. J Pharmacol Exp Ther 267: 1327-1335. PubMed:
7505330.
43. Dikalov SI, Dikalova AE, Bikineyeva AT, Schmidt HH, Harrison DG et
al. (2008) Distinct roles of Nox1 and Nox4 in basal and angiotensin II-
stimulated superoxide and hydrogen peroxide production. Free Radic
Biol Med 45: 1340-1351. doi:10.1016/j.freeradbiomed.2008.08.013.
PubMed: 18760347.
44. Rubanyi GM, Vanhoutte PM (1986) Oxygen-derived free radicals,
endothelium, and responsiveness of vascular smooth muscle. Am J
Physiol 250: 815-821. PubMed: 3085520.
45. Teede H, van der Zypp A, Majewski H (2001) Gender differences in
protein kinase G-mediated vasorelaxation of rat aorta. Clin Sci (Lond)
100: 473-479. doi:10.1042/CS20000170. PubMed: 11294687.
46. Cornwell TL, Li J, Sellak H, de Lanerolle P, Rodgers WH et al. (2001)
Regulation of cyclic guanosine monophosphate-dependent protein
kinase in human uterine tissues during the menstrual cycle. Biol
Reprod 64: 857-864. doi:10.1095/biolreprod64.3.857. PubMed:
11207201.
Ovariectomy and Vasodilator Mechanisms
PLOS ONE | www.plosone.org 11 September 2013 | Volume 8 | Issue 9 | e73474
